In vitro Phosphorylation
GST-CLC3 proteins: in -80ºC, in gray box, labels (from 4-30-01): GST(“GST”), GST-Nterm (“GST 2E-122L”), GST-Cterm (“GST 661R-822G”) 

Need to check the protein concentration before experiment, to determine added volume

CaMKII Reaction Mixture (50ul final volume)

	Amount
	Component
	Storage
	Notes

	2ug
	CaMKII
	-80ºC
	Vary concentration in assay to optimize

	3ug
	CaM
	-20ºC
	Do not add for negative controls

	10uCi
	-32P-ATP
	Clive’s lab
	Ask Elena

	7ul
	Mg-ATP
	4ºC
	CONCENTRATION?

	10ul
	PKC/PKA inhibitors
	-20ºC
	Ask Elena

	Adjust final volume to 50ul
	MADB
	4ºC
	See instructions below


MADB = modified ADB buffer

	Concentration
	Component
	Storage
	Notes
	Volume/50ul

	20mM
	MOPS, pH7.2
	
	
	

	25mM
	-glycerol phosphate
	RT, Ask Elena
	
	

	1mM
	MnCl2
	RT, dessicate
	
	

	1mM
	CaCl2
	RT, dessicate
	Do not add for negative controls
	

	1mM
	Na3VO4
	-20ºC, gray box, upper left
	Add just before use
	

	1mM
	NaF
	RT
	Add just before use
	

	1mM
	DTT
	-80ºC
	Add just before use
	

	----
	Protease Inhibitors
	-20ºC
	Add just before use
	


Incubate CaMKII reaction mixture with GST-fusion protein 30ºC /30min (Vary time):

	Sample
	Amount
	CaMKII Reaction Mixture
	EGTA
	(Does CaMKII Rxn Mix contain Ca/CaM?)
	H20

	GST
	8ug
	5
	5
	No
	Volume To 40ul

	GST
	8ug
	5
	---
	Yes
	Volume To 40ul

	GST-N
	5ug
	5
	5
	No
	Volume To 40ul

	GST-N
	5ug
	5
	---
	Yes
	Volume To 40ul

	GST-C
	7.5ug
	5
	5
	No
	Volume To 40ul

	GST-C
	7.5ug
	5
	---
	Yes
	Volume To 40ul

	Synapsin
	1ug
	5
	5
	No
	Volume To 40ul

	Synapsin
	1ug
	5
	---
	Yes
	Volume To 40ul


Terminate phosphorylation with 10ul sample buffer incubated at 95ºC for 5min.

Spin at 14000rpm/5min. Load sup on 10% PAGE gel (10% b/c GST so small).

After gel done, pour running buffer into radioactive liquid waste, and wash box in sink outside of tissue culture.

Dry gel (soak in 5% Glycerol in Destain / 30min. Dry at 60ºC / 4 hours)

Expose dried gel to BioMax MR at -80ºC o/n

